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NEITHER THIS DOCUMENT, NOR INFORMATION CONTAINED HEREIN IS TO BE REPRODUCED OR DISCLOSED TO OTHERS, IN
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ADAC Germicidal Spray Method

PURPOSE

The purpose of this study Is to determine the effectiveness of the Sponsor's product as a disinfectant for hard
umummmwcmmsmmm This method Is in compliance with the requirements of and
may be submitted to, one or more of the following agencles as indicated by the Sponsor: U.S. Environmental
Pmm(ﬂAxmmmmwemmmmnmx

AeeovdlmwaFR.PuHso &:bpaﬂFHd)WS]bslnMMﬂnﬁmuloldmﬁty strength,
purity, solubility and composition, as appiicable, shall be documented before its use in this study. The stabliity of
the test substance shall be determined prior to or concurrently with this study. Pertinent information, which may
affect the autcome of this study, shall be communicated In writing to the Study Director upon sampie submission

A) to this study report, mwootodmdsupplbd Characterization and stability studies not performed foliowing

wmm-mmMm-muﬁmmum
recelves the Sponsor approved/completed protocol, signed fee schedule and corresponding test substance(s).
Based on all required materiais being recelved at this time, the proposed experimental start date Is June 20, 2016.
Verbal resuilts may be given upon completion of the study with @ written report to follow on the proposed completion
date of July 18, 2016. To expedite scheduling, piease be sure all required paperwork and test substance
documentation is complete/accurate upon armival at Accuratus Lab Services.

If a test must be repeated, or a portion of it, due to fallure by Accuratus Lab Services to adhere to specified
procedures, it will be repeated free of charge. if a test must be repeated, or a portion of it, due to fallure of
Intemal controls, it will be repeated free of charge. "Methods Development” fees shall be assessed, however, if
the test substance and/or test system require modifications due to complexity and difficuity of testing.

If the Sponsor requests a repeat test, they will be charged for an addltional test. Neither the name of Accuratus
Lab Services nor any of its employees are to be used in advertising or other promotion without written consent
from Accuratus Lab Services.

The Sponsor is responsible for any rejection of the final report by the reguiatory agencies conceming report
format, pegination, etc. To prevent rejection, Sponsor shouid carefuily review the Accuratus Lab Services final
report and notify Accuratus Lab Services of any perceived deficiencles in these areas before submission of the
report to the reguiatory agency. Accuratus Lab Services wiil meke reasonable changes deemed necessary by the
Sponsor, without aitering the technlcal data.

Roguutoryqenchlnqulmmaulpoolﬂcocmmddmforam:ubmemndodformonhudwmm
be supported by appropriate sclentific data demonstrating the efficacy of the test substance against the claimed
organism. This Is accompiished by treating the target organism with the test substance under conditions which
simulate as closely as possibie, in the iaboratory, the actual conditions under which the test substance Is
designed to be used. For products intended for use on hard surfaces (dry, inanimate environmental surfaces), a
carrier method is used In the generation of the supporting data. The experimental design in this protocol meets
these requirements.
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JEST PRINCIPLE

A film of organism cells dried on a surface of glass slide carriers ls exposed to the test substance for a specified
exposure time. After exposure, the carriers are transferred to vessels containing neutralizing subculture media
and assayed for survivors. Appropriate culture purity, sterility, viabliity, neutralization confirmation and carrier
popuiation controls are performed. The current revision of Standard Operating Procedure CGT-0027 reflects the
methods which shall be used in this study.

JEST METHOD
"able 1:
i Test Organism Designation # Growth Medium P"“hml
Salmonella enterica
subspecies enterica serovar Pullorum 19845 Nutrient Broth 36-37°C, aerobic

test organism(s) to be used In this study was/were obtained the American Type Cullure
(ATCC), Manassas, VA.

Recovery Agar Medium: Tryptic Soy Agar + 6% Sheep's Blood (BAP)

Carrlers

Glass slides (25 mm x 25 mm, 25 mm x 76 mm, or 18 mm x 36 mm) unused and without visuai defects will be

utiiized as the carrier for this essay. The carriers wiii be cleaned in 85% sthanoi, rinsed In delonized water, and

dried. The carmiers will then be piaced Into a vessel and steriiized in an air oven for 22 hours at 2180°C.

individual sterile piastic Petri dishes will be matted with two pleces of filter paper. One sterlie giass slide will be
‘ transferred Into each of the matted Petr dishes.

Preparation of Test Organism

Transfer 10 uL of a thawed, vortex mixed, cryovial of stock organism broth cuiture to an Initlal 10 mL tube of
growth medium. For organisms not defined in the AOAC Germicidal Spray method, a loopful of stock siant
culture may be used to inocuiate the initial 10 mL tube of growth medium.

Mix and incubate the Initial cuiture for 24+2 hours at the incubation conditions above. Foilowing Incubation,
transfer 10 pL of culture to sufficient 20 x 150 mm Morion closure tubes containing 10 mL of culture medium (dalily
transfer #1). One dally transfer is required but up to four additional dally transfers meay be prepared. Incubate the
final test cuiture for 48-54 hours at the Incubation conditions above.

The test culture will be vortex mixed for 3 to 4 seconds and aliowed to stand for 210 minutes prior to use. After
this time, the upper portion of the culture wili be removed, leaving behind any clumps or debris and will be pooled
in a sterile vessel and mixed.

The cuiture may be diiuted or centrifuge-concentrated. Appliicabie cuiture diiutions shali be performed using
sterile growth medium. An organic soll load will be added to the test culture per Sponsor's request. The final test
cuiture will be mixed thoroughly prior to use.
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Contamination of Carriers

The glass siide carrlers will each be Inocuiated with 0.01 mL (10 pL) of a prepared suspension (using 8 4 mm loop
or calibrated pipettor) uniformily spreading the suspension over the test surface (approximately 1 square inch) of
the siide In a Petrl dish. The dish will be covered immediately and the procedure repeated until all siides have
been Inoculated. The culture will be vortex mixed periodically during inoculation as necessary. Thombnwnl
be dried for 30-40 minutes. Organisms not specifically mentioned In the AOAC methodology may

modified drying conditions for the purpose of obtaining maximum survival following drying. T!nlcluddm
conditions and observations noting that the carriers were visibly dry at the completion of drying will be cleady
documented. Carriers shall be used In the test procedure within 2 hours of drying.

Drying Conditions: 35-37°C.
Preparation of Test Substance

Thohn:mwa)wbomyodwlboum“mwma ponsor. ptodudt requiring dilution, use
k10mLor:109dhusubohmomvohmbm prop-h e dilution uniess otherwise
specified by the Sponsor. if a diution of the test substance Is requested by the Sponsor, the diluted test

substance(s) shall be used within three hours of preparation.

Exposure Conditions

Dried organism fiims wiil be exposed at room temperature, in an undisturbed horizontal position, to the amount of
spray released under use conditions, for the time and at the distance specified by Sponsor. The actual
temperature and humidity will be recorded. The carrier wiill be sprayed with the test substance within 15 seconds
of the exposurs ime for exposure times above 1 minute following a calibrated timer. The carrler wiii be sprayed
with the test substance within 3 seconds of the exposure time for exposure times of 1 minute, if the exposure
conditions are compromised In any way for a given carrier, a new carrier may be treated In its place. If this cannot
be done, the carrier will be marked and the compromised carrier will be identified In the raw data. If a marked
carrier demonstrates a positive resuit, the carrier set may be invalidated and repeated by Sponsor request.

Test System Recovery

Foliowing spray treatment, each treated carrier wiil be heid at room temperature for the desired exposure time. At
the end of the exposure time, the excess liquid will be drained off the carrier without touching the carrier to the
Petri dish or filter paper. Each treated carrier Is then fransferred using sterile forceps and foliowing identical
staggered Intervais to 20 mL allquots of neutralizing subculture medium. Shake the vessel thoroughly. If
necessary, carriers are transferred into Individual secondary subcuitures containing 20 mbL of neutralizing
subculture medium within approximately 25-80 minutes of the initial transfer. Shake the vessel thoroughly.

Incubation and Observation
All subcultures are Incubated under the conditions listed in tabie 1 for 4842 hours.

Foliowing incubation, the subcultures will be visually examined for growth. if necessary, the subcuitures may be
piaced at 2-8°C for up to three days prior to examination,

Representative subcuitures showing growth wiil be subcultured, stained and/or blochemicaily assayed to confim
or rule out the presence of the lest organism. If growth cannol be determined visually, appropriate test and/or
control subcultures may be streaked to agar to determine the presence or absence of growth.

STUDY CONTROLS

Purity Control

A "streak plate for Isolation” will be performed on each organism culture and following incubation examined in
order to confirm the presence of a pure culture. The acceptance criterion for this study control Is a pure culture
demonstrating colony morphology typical of the test organism.

Organic Soll Sterility Control
Prior to or concurrent with tesling and if applicable, the serum used for the organic soil load will be cuitured,
Incubated, and visually examined for lack of growth. The acceptance criterion for this study controi is lack of growth,
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Carrier Steriiity Control

Prior to or concurrent with testing, a representative uninocuiated carrier will be added to an appropriate subcuiture
medium. The subculture medium containing the carrier wil be Incubated and examined for growth. The acceptance
criterion for this study control Is lack of growth.

Neutralizing Subculture Medium Sterility Control
Prior to or concurrent with testing, a representative sample of uninoculated neutralizing subculture medium will be
incubated and visually examined. The acceptance criterion for this study control is lack of growth.

Viabllity Control
One representative inoculated carrler will be added lo a vessel containing each type of subculture medium. If
secondary subcuitures are performed using a different media type, one carrier will be placed in the primary subculture
medium and one carrier will be placed In the secondary subcuiture medium. The vessels containing each carrier will
b.lneubotod.zdmwmhedfwgm The acceptance criterion for this study control Is growth In the
subcuiture media.

Neutralization Confirmation Control
The neulralization of the test substance will be confirmed prior to testing or concurrent with testing by exposing at
least one sterlie carrier to the test substance and transferring the carrier to primary subcultures containing 20 mL of
neutralizing subculture medium as in the test. If performed In the test procedure, each carrier wiil then be transferred
from primary subcuitures into individual secondary subcultures beginning approximately 25-60 minultes following the
primary transfer. The subcultures (primary and secondary as applicable) will be Inoculated with a target of
10-100 colony forming units (CFU) of each test organism, incubated under test conditions and visually examined for
the presence of growth. This control will be performed with multiple replicates using different dilutions of the test
organism. A standardized spread plate procedure will be run concurrently in order to enumerate the number of CFU
actually added per tube. NOTE: Only the most concentrated test substance dilution and/or shortest exposure time
. needs to be evaluated In this control.

The acceptance criterion for this study control Is growth In the final subcuiture broth, minimaily, following inoculation
with <100 CFU per tube. if all the organism diiution(s) used In this control fall o provide adequate numbers
(10-100 CFU) which coincides in a failure to meet the acceptance criterion for this study control, the control may
be repeated In its entirety.

Carrler Population Control

Two sets of three Inoculated carrlers (one set prior to testing and one set following treatment) for each organism
carrier sel will be assayed. Each inoculated carrier will be individually subcultured into a vessel containing 20 mL
of neutralizing subculture medium. Immediately vortex mix for 12045 seconds. Following mixing, the contents of
the three subcultured carrlers will be pooled (60 mL). Appropriate serial ten-fold dilutions will be prepared and
duplicate 0.1 mL aliquots will be spread piated on agar plate medium, and incubaled. If serial dilutions are not
performed and piated immediately following mixing, the vessais may be rafrigerated at 2-8°C for up to 2 hours prior to
dilution. Following Incubation, resulting colonles will be enumerated. The Individual CFU per carrier set
resulls will be caiculated, an Logyg value of each carrier set determined. The average Log, vaiue per
organism will be calculated. acceplance criterion for this study control Is a minimum average Logy value
of 4.0.

?;g
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PROCEDUNR NTIFIC. I IRNE TEST SYSTEM

Accuratus Services maintains Standard Operating Procedures (SOPs) relative to testing
studles. Efficacy testing is performed in strict adherence to these SOPs which have been constructed to cover all
aspects of the work Including, but not limited to, receipt, log-in, and tracking of biological reagents Inciuding test
organism strains for purposes of identification, receipt and use of chemical reagents. These procedures are
designed to document each step of efficacy testing studies. Appropriate references to medium, batch number,
elc, are documented In the raw data collected during the course of each study.

Additionally, each efficacy test is assigned a unique Project Number when the protocoi for the study is inltiated by
the Study Director. This number is used for Identification of the test subcuitures, etc. during the course of the
test. Test subcuitures are aiso labeled with reference to the test organism, experimentai start date, and test

product, Microscoplc and/or macroscopic evaluations of positive subcultures are performed In order to confim
the identity of the test organism. These measures are designed to document the identity of the test system.

METHOD FOR CONTROL OF BIAS: NA
STUDY ACCEPTANCE CRITERIA:
Test Substance Performanca Criterla

The efficacy performance requirements for iabel claims state that the test substance must kill the microorganism
on 10 out of the 10 inoculated carriers.

Control Acceptance Criteria
The study controls must perform according to the criteria detailed In the study controls description section, If any
‘ of the control acceptance criteria are not met, the test may be repeated under the current protocol number.

wmwmmnammmumlm.wumuwmwm.
number of contaminated tubes that contributes to results that exceed the product performanca/success criteria may
ba invalidated per Sponsor's request and may be re-tested.

If any portion of tha protocol Is executed Incorrectly warranting repeat testing, the test may be repeated under the
current protocol number. If the population controi faiis to meet the minimum requirement or If the neutralization control
acceptance criteria is not met and the study falls to meet the efficacy requirements, repeat testing Is not required.

REPORT

The report will Include, but not be limited to, Identification of the sample, date received, initiation and completion
dates, identification of the organism strains used, description of media and reagents, description of the methods
employed, tabulated results and conclusion as It relates to the purpose of the test, and all other items required by
40 CFR Part 160.185.

PROTOCOL CHANGES

If it becomes necessary to make changes In the approved protocol, the revision and reasons for change will be
documented, reported to the Sponsor and will become a part of the permanent file for that study. Similarly, the
Sponsor will be notified as soon as possible whenever an event occurs that may have an effect on the validity of the
study.

Standard operating procedures used in this study will be the current effective revision at the time of the work. Any

minor changes to SOPs (for this study) or methods used will be documented in the raw data and approved by the
Study Director.
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JEST SUBSTANCE RETENTION
It Is the responsibliity of the Sponsor to retaln samples of the test substance. All unused test substance wiil
be discarded following study compietion unless otherwise requested.

RECORD RETENTION
Study Specific Documents

Al of the originai raw data developed exciusively for this study shali be archived at Accuratus Lab Services for a
minimum of five years for GLP studles or a minimum of six months for ail other studies following the study
compietion date. After this ime, the Sponsor (or the Sponsor Representative, If applicabia) will be contacted to
determine the finai disposition. These original data include, but are not limited to, the following:

1. Al handwritten raw data for control and test substances inciuding, but not limited, to notebooks, data
forma and caiculations.

Any protocol amendments/deviation notifications.

All measured data used In formuiating the final report.

Memoranda, specifications, and other study speclific correspondence relating to Interpretation and
evaiuation of data, other than those documents contained in the final study report.

Original signed protocol.

Certified copy of final study report.

Study specific SOP deviations made during the study.

Facllity Specific Documents

The following records shall aiso be archived at Accuratus Lab Services. These documents Include, but are not
imited to, the following:

SOPs which pertain to the study conducted.

Non study specific SOP deviations mada during the courss of this study which may affect the results
obtained during this study.

Methods which were used or referenced in the study conducted.

QA reports for each QA Inspaction with comments.

Faclity Records: Temperature Logs (amblent, Incubator, etc.), instrument Logs, Callbration and
Maintenance Records.

Current curricuium vitae, training records, and job descriptions for all personnel involved In the study.

Noo »ON

o osw N2
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DATA ANALYSIS
Calculations
%emwﬂmwhtmmmaﬂonmmnwmmmcFUu
lows:
CFU/carrler = O YOIt

101 [ I D) x (Volume of neutral
x (Volume plated) x (# of carrlers per set)
where 107, 107, and 10™ are exampie dilutions that may be used

Average Logg Carvier Population Control = mm%;_m

Where; X equais CFU/carrier set
N equals number of control carrier sets

Statistical Analysts
None Used
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(All blank sections are completad by the wwmmumnmm unlass otherwise notsd.)

Test Substance (Name & !W)Mnl“muﬂnm
LOT & Ma9g , 1229

Q ammonia Q Peracefic acld
I:Iw gL
0 Sodium hypochlorite Q Other,

AMMWMWNMW»ML&W):

T e e T e s o] ——

Neutralization/Subculture Broth: O
Wﬂd&omummmm#hﬁw

Accunatus Lab Services’ m mmnwm
omtm-mm umm mbmbm
- assays -(ma
Conditions Hazarde
Room Temperature Q None known: Use Standand
2-8°C ﬂ/ Material Safety Data Sheet, Attached for each product
. O Other O  AsFolows:
Product Preparation
(= ] mb , Use as recelved (RTU)
° defined as £ + hon m
(example: 1 [amount subsiance) of
Q Delonized Water (Filter (w '
O Tap Water (Filter or Autociave Steriiized) - All tap waler Is softened; the water hardnesa for the baich of
wmuuummm
0 Other SIS "

“*Noto: An equivalent diiution may be msde uniaas otherwise requested by the Sponsor.
Test Organism{s): @ Saimonella enterice subspacies enterice serovar Puliorum (ATCC 19945)

Carrier Number__10 _perbeich
Spraying Time or # of Sprays: 5-Y _pumps _or uniithoroughiy wet
Approximate Spraying Distanca: & 8-8 Inches (visually estimated) or
Exposure Time:_|D_Minutes Exposure Temperature:_Room lemoeralure (18-28 °C)
Organic Load:
Minimum 5% Orpanic Soll Load (Fetal Bovine Serum)

Q No Organic Soll Load Required

Q Other:;_
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Pomrooriz R AECUTATER

o Bt pecies s of prog umlnmmmmonwmuwm
rhm dical Mmmdnmboﬂ-uudhw

wmms«m
and general purpose bottie(s) will be provided by Accuratus

mawmdm Services:
Q mmummmmwmnummmbmum
arrangements made with the Siudy director).

%mmwwmm«omm1mmhm»

PROTOCOL ATTACHMENTS
Supplemental information Form Attached - 0 Yes I No
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Poettotz (s ACCURATUS

mau) \
Characterization/Stabilty testing Is not required (For Non-GLP or Development tssling only)

e’m’mwdwmhmmmudum if provided, the C of

Awill be appended to the
n] Tﬂmhbmwﬂumuddmmmmmorm*

Q odhubmorwllhmbym under protocol or study #

Q Wamm-—m«mmummnmuﬂm

g Stability testing has been or wiii be completed prior to or concurrent with efficacy testing.

] I requ 1&2
%u be pesformed following 1 regulations
Q Mmm'h:ndbm uwmuammmm

Q WMMU%EMUML&% under protocol or study #:

ﬁmm«u’umnm:m" under profocol or study &
Sty Wo.1029RA|

Q eulwummmwmmhmpmm«mmmmm

nwmm«mmm»mw I8 not performed following
mmwuwumwmma un:ran. i

E

—WM-
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confidentiaiity purposes, Information will be released only fo the signing the
%Mmmmnmumuhmb study information.
Other Individuals authorized o recelve Information regarding this study: Q See Attached
bt Chum, Famz Ahmadoour
Accuratus Lab Services:

5 s, S0P Brion owre_Mojealle
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